PCR is a powerful method for the detection of point mutations in DNA or for the diagnosis of genetic disorders, viral infections, etc. (1). The primary limitation of PCR technology in population screening and diagnosis programs is the amount of labor required for DNA extraction. We have developed a new fast and simple method for PCR amplification of DNA from crude cell lysates fixed directly onto a solid support, which precludes the need for DNA extraction.
PCR is a powerful method for the detection of point mutations in DNA or for the diagnosis of genetic disorders, viral infections, etc. (1) . The primary limitation of PCR technology in population screening and diagnosis programs is the amount of labor required for DNA extraction. We have developed a new fast and simple method for PCR amplification of DNA from crude cell lysates fixed directly onto a solid support, which precludes the need for DNA extraction.
As an example of this method, we have amplified exon 12 of the human phenylalanine hydroxylase (PAH) gene (2) from either EDTA-containing peripheral blood samples or from saliva. The tissue samples were first mixed with sodium hydroxide to a final concentration of 0.5 M and then loaded onto nylon membrane filters (Hybond-N, Amersham or Hiju-Kalur USSR, 0.2-0.45 jim) using manifold apparatus, prewashed with 0.5 M NaOH, 1 M NaCl and rinsed in TE buffer to remove all traces of NaOH. Small pieces of filter bearing the immobilized DNA were then added to microfuge tubes containing 20 mM Tris HC1, 50 mM KC1, 5 mM MgCl 2 , 0.5 mM each dNTP, 170 jig/ml BSA, 0.2 (MIX of a suitable primer pair and 1 U of thermostable DNA polymerase isolated from Thermus thermophilus. The oligonucleotide sequences of the amplification primers were as follows:
5'-ATGCCACTGAGAACTCTCTT-3' and 5'-AGTCTTCGATTACTGAGAAA-3'. After the 10th cycle of amplification (each cycle 93°C for 60s, 55°C for 60s, 70°C for 120s), the solutions were transferred to new tubes, an additional 0.5 U of polymerase was added to each sample and another 25 cycles of amplification were performed. After amplification, samples were mixed with an equal volume of loading buffer and 10 jtl of each sample or appropriate size marker was loaded onto a 6% polyacrylamide gel. The results of one such amplification are shown in Fig. 1 . In addition, each filter can be reused repeatedly to amplify additional genomic subfragments, provided the filters are properly washed with boiling water. 
